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F.e.t pons i vo to ':he requ i re:r:en t for sulomissicn of a 
S€-quence Listincf, imposed in the outstanding Offioial Action, the 
same is provided herewith, attached to the present amendment, in 
paper and disk formats. Applicants hereby state that the 
.:it.tached paper and compute r - rea dabie copies have the same 
:::'ritent, and introduce no nev; matter intc> the p-resen:. 
at'pl ic a t ic'n . 

In this rerrard, the specification has been amended s j 
0 r. a t i . t i s c o mm e n s u a t e v; r t h t h e s u bm i s s i o n c f. t he pr e s e n t 
Sequence Listing. It is respeccfully subm:i.tte?d that nc- new 
matter has been added.. 

The outstanding Offi::ial Action also recjuired that an 
oath or declaration :>f the indent jrs be submicteo. In res^i'onse 
t :■ this requirement, we also submit a Combined ::-ecl a rat ion and 
P-:-wer of Attorney fr:ra the in\^ent<:rs. 

It is respectfully submitted that the ai>:'ve- ident i f led 
ar'plicatiC'n complies with the requirements for patent 
■ac'pl icat i C'ns conoaining nucleotide sequence and/or am.ino acid 
s 'E- q u e n r e disclosures. 

Favorable action Dn the merits of the p^resent 
application, in view of the above, is now respectfully requested. 





Attached hereto is a rr.arkeci-up version of the changes 



ma d e to the s ce c i f i c a t i o n . 



The attached page is captioned 



VERSION WliH MAkK^NGS 'iCJ 



SHOW CHANGES MADE. 



Respectfully sukmitted, 
YOUNG & THOME SON 



Phil ip A . r)u&<:)i s 
Agent for Ap-p)Iicants 
Registrat iC'T No. 50, 696 
7^5 Soutn 2 2rd Street 
Arlington, VA 22202 
Telephone : 52 1-22 97 
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':;OLAY et al. S.N. 10/009,;) CI 



VERSIC'N WITil ^'!AP r- IMGr; TO oH'.'W CHANCES I^ADE 

Farciuiciph h'egir.ning a*i line 2 'J of page 5 has been 
a m e r. ci ■ d as f cl 1 o v; .r ■ : 

For the anpl i f icat ion , 40 nq of plasmid were brought in 
a final reacr.:.on voluir.e of 100 pi in 10 mM KCJl, 10 mM (NH4.)rS04, 
2 J nM Tris HCl, pH 3 . '7 5 , 2 rr.M MgSC-, 0.1^ Triton X-IOD, 100 ,ig 
BSA, in the preser.ce cf 0.8 uL of a solutic-n of 2.5 rnM dNTP, :-:)0 
n? of primer "sense" f CGGGATCCAAAATGACAACACCCAGAAATTC lSFX.__b;:L 
Nj. I) ) f 500 ng of prvmer ''an t isens-:'" 

(,::,3,-,3ATCCTTAAGGAGAGCTSTCATTTTCT J^^--Q 1 d . N . 2) ) and 5U Pf-.: :j2JA 
P-jIymerase frori Stratc?gene (La Jolla, CA, USA). The re<3Ct.i.on W:i3 
carried out for 26 cyo.les in the cycler f:Llov/ing this scneme: 
1' at 95 1' at t:"C and 2' at 72 "C. At the end of the 

rea::tion 100 pi of a 25:24:1 phenol chl i-rof crm and is-oainyl 
al:M'n:'l sc^lu::.:.on were aaded and after extra::tion, DNA was 
prtE?cipi tated oA^ernight: at 20''C in the presence of ethanol. After 
cen: r i f ugat ic>n , CMA was resuspeniied in 100 pi water and then 
sub'? lor.e<d in tne cMl/S vector (Anei-sham Ltalia, srl, Italy) 
arccrdlng to the nariU a ctu rer ' s instructions ccr.C3ined in the ^it 
"oHCkB blunt end cloning <it". The resultin;r recombinant plasmid 
was amplified and s-j quenced, then digested with BamHl wh.:-se 
reciccnition site (G/'GATCC) was present in both PGR p'rimers' eniis. 
TnerefC're the fragment was subclc^ned in the BamHI site of the 
retroviral vector PIKGO VUCTO . The retroviral vertc^r PINCO VUOTO 




had been previously obtained following excision with EcoF.I and 
Not I of a 14 41 bp fragment containing the CMV promoter 
:Cytomega:ovirus) and the EGFP (enhanced green fluorescent 
protein) gene from the plasmid P:nC0 (F.Grignani e al . , Cancer 
Res., 58, 14-19, 1998). After excision of the EccRI-Notl 
fragment, the plasmid was closed after end blunting with Klenow 
fragment and called VINCO VUOTO. Such retroviral vector is now 
of 11448 bp in length. 
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